Background/Aims: Different genotypes of HCV may differ in both disease progression and response to antiviral therapies. Hainan Island has been inhabited by the "Li" aboriginal minority for centuries. We aimed to provide a better understanding of HCV infection on Hainan Island, so that the information would help improve strategies for HCV prevention and control on the island and in the wider country. Methods: Using RT-PCR and DNA sequencing, we determined HCV sequences from 100 patients living on Hainan Island. Results: Phylogenetic analysis classified these sequences into six subtypes: 6a (n=35), 1b (n=31), 3b (n=16), 2a (n=8), 3a (n=6), and 1a (n=4). By including reference sequences reported from elsewhere in China, phylogeographic trees were reconstructed to indicate their migration patterns. While the predominant 6a isolates were estimated to have origins in Guangdong and Guangxi provinces, the increase in 3b strains must have resulted from IDU network transmission from the southwest. A Bayesian Skyline Plot for subtype 1a, which is rare in China, showed a rapid population growth since 1998. Although slowed in rate around 2005, this growth continued to the present. Not found for any other HCV lineage. Conclusions: Overall, a delayed growth pattern may indicate the unique history of 1a dissemination in China and its recently increasing prevalence, despite measures taken to improve HCV prevention.
Introduction
Hepatitis C virus (HCV) is one of the major causes of chronic hepatitis, liver cirrhosis, and hepatocellular carcinoma [1] . Based on genetic diversity, this virus is now classified into seven genotypes, 97 subtypes (including 84 confirmed and 13 provisionally assigned), and >20 lineages that display nucleotide differences equivalent to new subtypes but unassigned [2, 3] . Different genotypes of HCV may differ in both disease progression and response to antiviral therapies [4] [5] [6] . In China, a country with one-fifth of the world's population, HCV is the second major etiology of viral hepatitis, giving rise to viremia in 1.3% of adults, corresponding to 8.9 (2.7~13.4) million people nationwide. Across all age groups, however, these figures are 0.89% and 14.8 (4.4~22.3) million, respectively [7] . Currently, there is neither a vaccine nor a post-exposure prophylactic treatment that is effective in preventing HCV infection, largely because of the high genetic diversity among the viral lineages [8] . Longterm isolated circulation has enabled the virus to accumulate variations to evade population immunity. Modern transmission into naïve people produces new variants that further hamper efforts to control or prevent the infection. There remains a critical need for a better understanding of HCV evolution and migration trends, particularly in geographic regions such as Hainan Island in China where HCV infection represents a major health problem.
Different genotypes of HCV show unique patterns of geographic distribution. Generally, genotypes 1, 2, and 3 are ubiquitous, genotypes 4 and 5 are restricted to Africa [3] , and genotype 6 is endemic in Southeast Asia [9] . However, such patterns are evolving as a result of modern transmission and globalization [10] . Recently, a wide-ranging study of HCV infection in China was reported, in which HCV was genotyped in 997 patients from 28 university hospitals located in different geographic regions all in the mainland part of the country. It was revealed that subtype 1b is predominant (56.8%, 582/997), followed by genotype 2 (24.1%, 240/ 997), 3 (9.1%, 91/997), and 6 (6.3%, 63/97) [11] . However, due to imbalanced sample sizes and different levels of economic development, the frequency of certain HCV lineages was not comparable among the regions studied. Furthermore, there were no samples from Hainan Island, which is separated from the Leizhou Peninsula of mainland China by the Qiongzhou Strait and is located in the South China Sea close to Southeast Asian countries (Fig. 1) .
Hainan Island has been inhabited by the "Li" aboriginal minority for centuries [12] and this characteristic, together with its unique geographic location, makes it likely that the HCV genotype distribution among the population on this island is remarkably different from that observed in mainland China. In a series of recent studies, we have investigated the molecular epidemiology and evolutionary patterns of HCV in China, using samples obtained from patients, voluntary blood donors, and injection drug users (IDUs). However, the main focus of these studies was on individuals living in the mainland [13] [14] [15] [16] [17] [18] [19] . Although some patients from Hainan Island were included, the number was too small to represent [13] . In the current study, we recruited a larger sample of patients, all of whom live on Hainan Island, for a more detailed investigation. We aimed to provide a better understanding of HCV infection on Hainan Island, so that the information would help improve strategies for HCV prevention and control on the island and in the wider country.
Materials and Methods

Subjects and samples
Serum samples positive for anti-HCV were collected from 143 patients who visited the General Hospital of Hainan Province. This was completed during routine screening of patients from January 2013 to November 2014. Anti-HCV was assayed using third-generation enzyme immunoassay reagents from Kehua Biotech Co. Ltd (Shanghai, China). All subjects were Han ethnic, of whom 66 (64.7%) were men and 36 (35.3%) women, with ages ranging from 21 to 65 (36.96±11.24). The ethical review committee of the General Hospital of Hainan Province approved this study. Guidelines set by this committee were followed closely and written informed consent was obtained from each patient.
Phylogenetic analysis
Sequence data sets were assembled based on different HCV subtypes using the BioEdit software (http://www.mbio.ncsu.edu/bioedit/), with the inclusion of reference sequences selected from GenBank to ensure appropriate representation. Prior to phylogenetic tree reconstruction, the best-fitting substitution model was selected using the jModeltest program on the basis of the Akaike information criterion [20] . GTR+I+Г was found to be the most appropriate model for all resulting sequence data sets. Under this model, the maximum likelihood (ML) trees were heuristically searched using the subtree pruning and regrafting (SPR) algorithm and the nearest-neighbor interchange (NNI) perturbation algorithm implemented in the MEGA6 software [21] , with which bootstrap analyses were performed in 1000 replicates. After tree files were generated in the Newick format, tree topologies were displayed using the Fig Tree program [22] .
Bayesian coalescence analysis
We used the Bayesian Markov Chain Monte Carlo (MCMC) algorithm, implemented in the BEAST package [22] , to estimate the ancestral relationship and migration patterns of different HCV subtypes detected on Hainan Island. Recent analysis of HCV sequences in the Core-E1 region indicates that the exponential clock model is preferable to the lognormal and strict models [23] [24] [25] . Therefore, to analyze the various HCV subtypes, we used the exponential clock model in combination with the GTR+I+Г substitution model and the Bayesian skyline model. However, prior evolutionary rates differed among HCV subtypes, as we have recently described [13, 17] . MCMC chains were run for 300 million states and a tree was generated for every 10,000 states. To assess the sampling convergence of the MCMC procedures, the estimated effective sampling sizes (ESSs) were inspected after a 10% burn-in using the Tracer program (ver.1.5) (http://tree. bio.ed.ac.uk). In this study, when all ESSs were ≥200, sufficient sampling was considered to have been achieved. To generate phylogeographic trees in a decreasing node order, all branches were arranged such that the shorter the branches were, the higher they were positioned in the tree and vice versa. The resulting posterior tree files were deciphered using the FigTree program.
Nucleotide sequence accession numbers
The nucleotide sequences reported in this study were deposited in GenBank with the following accession numbers: KX345144-KX345248.
Results
HCV genotyping
We successfully determined partial Core-E1 sequences of HCV from 100 patients. With reference to those retrieved from GenBank, we classified these sequences into six subtypes: 1a, 1b, 2a, 3a, 3b and 6a. Among them, those of subtype 6a were predominant (n=35), followed by 1b (n=31), 3b (n=16), 2a (n=8), 3a (n=6), and 1a (n=4).
Phylogenetic analysis
Based on these 100 sequences and nine references representing the seven known genotypes of HCV [2] , a circular phylogenetic tree was reconstructed (Fig. 2) . The 100 new sequences showed great genetic diversity: those of the same subtype were closely grouped, and each group was separated from the others with a full (100%) bootstrap support.
Phylogeographic analysis
To indicate genetic diversity and migration trends, BEAST (Bayesian Evolutionary Analysis by Sampling Trees) analysis was performed after including 966 reference sequences. Six time-scaled trees were generated representing subtypes 1a, 1b, 2a, 3a, 3b, and 6a. These are phylogeographic trees, since information about the geographic regions where these sequences were sampled was also included. Comparison with the tree shown in Fig. 2 highlights a remarkable feature of these phylogeographic trees: all their tips were aligned to the right end and linked to branches of considerable length being scaled and colored for a better differentiation. Although not presented, each branch has an associated Bayesian score that measures the likelihood of its divergence.
Subtype 1a
The upper part of Fig. 3 presents a phylogeographic tree based on 75 subtype 1a sequences, comprising four from this study and 71 references from GenBank or from our previous reports. Because the phylogenetic and migration patterns of subtype 1a in China have not been well studied before, we performed a detailed analysis. In this tree, groups A, B, C, and D were tentatively defined with posterior probabilities of 0.98, 0.57, 1.00, and 0.81, respectively. Group A is the major one, containing 59 terminal branches. Because most of the branches had peripheral nodes scaled between 1999 and 2004, a time frame is suggested during which these strains were introduced into China. Interestingly, a large proportion of the references in group A were previously reported in Guangxi (n=34) and Guangdong (n=14) provinces, which are geographically closer to Hainan Island than other regions. This may explain why the four sequences of 1a from the present study are all clustered into group A: they may originate from Guangdong or Guangxi provinces. In contrast, only a few reference sequences were reported in other regions. These include two from Jiangsu, and one each from Zhejiang, Fujian, Shanxi, and Hubei [13, 26, 27] . Reference 14-14L was also determined on Hainan Island and segregated into group A, but it was from a patient of the "Li" ethnic minority.
The formation of group B is not robust, possessing a weak posterior probability of 0.57. Group B includes only five sequences, each from a different province located in the southern half of China: Shanghai, Fujian, Hubei, Guangdong, and Guangxi [18, 28, 29] . These mixed geographic origins may indicate a sporadic pattern.
A characteristic of Group C is that all sequences but one were sampled from IDUs. Of these, six were from Hubei province in the central part of China while two were from Jiangsu in the southeast [26, 27] . With its divergence time scaled at around 1994, a long internal branch pairs group C with group D, which only includes three references: two from Yunnan in the southwest and one from Hainan (from one of our unreported studies). While group C is thought to be associated with IDUs, no obvious pattern is suggested by group D. Overall, 75 subtype 1a sequences were characterized in China to date and they indicate 1a being mainly prevalent in the south and only one isolate from the north.
Subtype 1b
Thirty-one 1b sequences were characterized in this study and analyzed with 216 references, generating the phylogeographic tree shown in Fig. 4 . Similar to the tree we previously reported [13] , the sequences were divided into four major groups: A, B, C, and D, with posterior probabilities of 0.999, 0.995, 0.999, and 1.00, respectively. Of the 31 sequences obtained in this study, 16 were clustered in group A, six in group B, one in group C, but none in group D. As previously described, strains in group A are prevalent nationwide, while those in group B and C are locally epidemic in the central south and northwest of China, respectively. That the majority of the 31 subtype 1b sequences from this study segregated into groups A and B is consistent with these patterns. Eight 1b sequences segregated outside the A, B, C, and D groups. Of these, five formed a cluster with two references, with a posterior probability of 0.788, while two formed a twin subset possessing a full posterior probability of 1.00. We recently characterized the GZ60 isolate from a blood donor in Guangdong province [13] . The 14-25L isolate was sampled on Hainan Island, but was from a patient of the "Li" minority (our unpublished data).
Subtype 2a
We analyzed the new subtype 2a sequences with 84 references (see the lower part of Fig. 3) . Recently, we constructed a phylogeographic tree based on these 84 references, which shows two major groups: most of the sequences from the larger group were sampled Fig. 6 . Phylogeographic trees estimated from the Core-E1 sequences of subtypes 1b，3a, 3b, and 6a, respectively. Other details as described in Figure 3 .
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in the northwest, while the smaller group exhibited a mixture of origins. There were also several loose clusters between the two main groups. Of the eight new subtype 2a sequences, three fell into the larger and two into the smaller group, with each showing a full posterior probability of 1.00. The three remaining sequences fell into the loose clusters.
Subtype 3a
The new subtype 3a sequences were analyzed with 30 references. The resulting tree (the upper part of Fig. 5 ) was similar to that we previously reported [13] and showed a very clean structure, containing three separate geographic groups in addition to a twin subset. Each group included references derived almost entirely from a single geographic region and had a full posterior probability of 1.00. We therefore designated them the Kunming, Guangzhou, and Xinjiang groups. Of the six subtype 3a sequences we obtained, four segregated into the Kunming group and one into the Guangzhou group while no sequences partitioned into the Xinjiang group. The remaining sequence, WT44, was paired with reference CS41 to form a twin subset; CS41 was from a blood donor in Hunan province in the central south [13] . This tree appears to suggest that the 3a strains on Hainan Island might have origins in the southwest, likely via IDU network transmission from the Golden Triangle [30] .
Subtype 3b
Notably, subtype 3b represents the third most frequent category of isolates from Hainan Island, having been detected in 16 patients. These sequences were analyzed together with 45 references, allowing us to construct the phylogeny shown in the lower part of Fig.  5 . In contrast to subtype 3a, the tree for 3b appeared to be more complex in geographic origin. From the root of the tree, two internal branches diverged. One branch was located at the bottom leading to two references, while the other developed into a clade. Within the clade, two clusters arise, with the upper cluster appearing to be more robust (probability = 0.86) than the lower one (probability = 0.30). The references in the lower cluster are more homogeneous in origin than those in the upper one. Of the 16 new subtype 3b sequences, eight segregated into the upper and eight into the lower cluster. The time scale suggests that, around 1990, multiple 3b strains were introduced into Hainan Island, possibly originating in southwest China. Subsequently, considerable geographic mixing has occurred.
Subtype 6a
In this study, subtype 6a isolates represent the most predominant lineage, detected from 35 patients. Their analysis with 67 references allowed a phylogeographic tree to be reconstructed (Fig. 6) . Structurally, the tree appeared to resemble that for 3a, but it included references mostly from the central south. Four clusters were identified. Clusters I, II, and III are the same as those we have reported previously [13, 15, 17, 30] , each having a full posterior probability of 1.00. In contrast, the fourth cluster is not as robust as these three; it has a probability of only 0.51 and is thus unnamed. Of the 35 new subtype 6a sequences, 17 were grouped into cluster I, two into cluster II, 14 into cluster III, and two into the unnamed cluster. This pattern supports the hypothesis that the origin of the majority of subtype 6a strains in China was in Guangdong province, although the ancestral origin is likely to be in Vietnam [15] . Within clusters I and III, the sequences from the present study tend to form closely related subsets, suggesting common sources of infection.
Bayesian Skyline Plot (BSP) analysis
We performed BEAST analysis using 75 subtype 1a sequences shown in Fig. 3 . The resulting flexible nonparametric estimate of the past changes in infected population size was illustrated as a BSP (Fig. 7) , which showed a relatively constant population size from 1976 to 1998, followed by a period of rapid growth. Although there was a clear slowing down of the growth rate around 2005, the growth continued through to the present time. After comparison with the BSPs we recently described for subtypes 1b, 2a, 3a, 3b, and 6a [17] , two important features of the BSP for 1a become evident: (1) its rapid growth occurred later than that of the other HCV subtypes; and (2) there has been no constant phase in the population size in the near recent past.
Discussion
This may represent the first detailed report on HCV molecular epidemiology and genotype distribution pattern on Hainan Island. Located in the Tonkin Bay between East Asia and Southeast Asia, this island is characterized by aboriginal inhabitants of the "Li" ethnic minority, among whom multiple new lineages of HCV genotype 6 variants were discovered in one of our recent studies that confirmed the circulation of HCV among the indigenous population on the island over centuries [12] . In the present study, we determined Core-E1 sequences of 100 HCV isolates from Hainan Island and classified them into six subtypes: 1a, 1b, 2a, 3a, 3b, and 6a. Although the distribution pattern is largely congruent with what we have defined for HCV in China, differences were observed [13] [14] [15] [16] [17] [18] [19] . First, subtype 6a isolates account for the major proportion (35%). Second, subtype 3b isolates occur more frequently (16%) than in many other regions of China. Third, subtype 1a isolates were detected in a slightly increased number (4%) of patients. Fourth, subtype 1b (30.9%) and 2a (9.9%) isolates were recovered at relatively low frequencies.
In our recent studies using samples collected in Guangdong province, which is close to Hainan Island across the Qiongzhou Strait, subtype 1b isolates were found to be predominant. However, the frequency of 6a isolates has increased in the last decade, and has become the major strain among IDUs and the second most common lineage among patients and voluntary blood donors [13] [14] [15] [16] [17] [18] . To date, there has been no large-scale survey of HCV among the general population in Guangxi province, which is bordered by Guangdong to the east and by Vietnam to the south, with Hainan Island across the Tonkin Bay. Among IDUs sampled in Guangxi, 6a isolates are increasingly detected; these are thought to derive from Vietnam, the region of origin of this unique HCV subtype [15, 28] . Why subtype 6a has become predominant on Hainan Island remains unknown, but there are four plausible scenarios. First, it may be attributed to the proximity of Hainan to Guangdong and Guangxi provinces and to Vietnam. These three regions may constitute a contiguous geographic area where 6a strains are indigenous. Second, a fraction of the population on Hainan Island are fishermen or descendants of fishermen who are known to travel the coastal regions of Guangdong and Guangxi provinces and the countries of Southeast Asia as well, and thus may be responsible for the introduction of 6a strains. Third, a proportion of the inhabitants of Hainan Island were originally immigrants from other regions of China. Many moved in the 1980s when the island was separated from Guangdong as a new province to allow the implementation of special opendoor policies (http://www.npc.gov.cn/wxzl/gongbao/2000-12/05/content_5004499.htm). Among these immigrants, a large number came from the nearby Guangdong and Guangxi provinces where 6a is prevalent. Fourth, it is possible that subtype 6a is preferentially linked to IDU transmission; this route may have thus facilitated 6a introduction from neighboring Guangdong province, from where subtype 6a is now spreading nationwide [13, 15] . Among the four possibilities, the last is supported by the mean age of those patients from whom we isolated 6a sequences: this group was the youngest among our sample (Table 1) . However, no clear history of IDU was established for these patients. One may also speculate that the 6a isolates detected in this study may have origins in niches on Hainan Island, within which indigenous circulation of subtype 6a may have been maintained. Should such niches exist, the 6a sequences obtained in this study ought to display substantial genetic differences from those obtained in other regions. However, extensive phylogenetic analysis did not indicate such differences and instead showed that the new 6a sequences are well integrated with references from other regions of China; no unique variants are detected. The resulting tree is highly similar to that we recently reported, which was based on sequences sampled in 17 provinces/municipalities in China [13] . Such a pattern does not support the hypothesis that 6a strains may have an origin on Hainan Island. However, a definite exclusion of such a possibility would require an extensive survey of HCV to be performed among all ethnic aborigines on Hainan Island. In one of our other studies, we located the ancestral origin of 6a in Vietnam, based on the finding that all 6a sequences from Vietnam are genetically diverse, while those from China and from other parts of the world are relatively homogeneous [15] .
In this study, 3b isolates were detected in 16% of cases, making this subtype the second most predominant in our sample. Although not as high as that we reported for subtype 3b among patients in Yunnan province in the southwest of China bordering Vietnam and Myanmar [19] , the frequency is higher than we expected, which suggests uncharacterized transmission events. In one of our earlier studies completed in 2002, we determined HCV sequences from 139 patients in nine cities across China. In patients from Kunming city, which is the capital city of Yunnan province, 3b isolates were isolated in five out of 15 cases (33.3%). In contrast, no 3b isolates were detected in 124 patients from the other eight cities [18] . Recently, we described the genotyping of 411 HCV isolates from blood donors in 17 provinces/municipalities [13] . Among 53 donors from Yunnan, 3b isolates were detected in 23 (41.8%), while among 356 donors from the other 16 provinces/municipalities, 3b isolates were detected in only 11 (3.08%). In one of our other studies using samples from individuals in Yunnan province, we detected a high frequency (24/80, 30%) of 3b isolates among IDUs [19] . Taken together, these three studies suggest that 3b strains in China might have origins in Yunnan province. This is also congruent with the results from our other studies, in which 3b isolates were detected only in a small proportion of clinical patients (13/393, 3.3%) and voluntary blood donors (17/236, 7.2%) in Guangdong province [14, 16] , although Guangdong is close to Hainan. Among countries in Southeast Asia, Vietnam is nearest to Hainan Island across the Tonkin Bay. In Vietnam, the pattern of HCV genotype Cellular Physiology and Biochemistry distribution has been described in two studies, one by us [31, 32] and the other by Dunford et al. [33] , both of which argue against the possibility of origin of 3b in Vietnam. If, as we suggest, subtype 3b originated in Yunnan in the southwest, the strains must have been brought to Hainan Island via the IDU network that runs through Guangxi province. In a previous report, a strong association between 3b strains and IDUs in Guangxi province was indicated [28] . Compared to that described previously in Haikou City on Hainan Island, the frequency of subtype 1b isolates in this study decreased from 62.5% to 30.6% and that of subtype 2a from 29.2% to 9.9%. During 1992-2002, there was a significant linear decrease, by 2.3% annually, in the frequency of 1b strains detected in Belgium [34] . A similar decrease in subtype 1b isolates was also seen in Asian countries and in Australia [35] . It has been shown in Europe that 1b and 2a isolates are more frequently detected in older patients with a history of blood transfusion [36, 37] . Such an age association was also reported in one of our recent studies on patients from Guangdong province [16] . It was described in another study that the most common risk factors of HCV infection with genotype 1 or 2 strains were unsafe medical procedures such as blood transfusion (67% and 62% of patients, respectively), surgery (19.9% and 20.4%), and dental treatment (14.6% and 17.5%) [11] . However, these risks are now becoming relatively low in China as sterilization measures are improved for these medical procedures [38] . Therefore, we strongly believe that the observed decrease in subtypes 1b and 2a in this study should be seen in the context of a substantial relative increase in other HCV lineages, such as 3b and 6a, as described above. The latter two subtypes may have undergone more efficient dissemination in recent years mainly due to the rapidly growing number of IDUs in China. Nevertheless, the improvements in the safety of blood transfusion and the implementation of a voluntary blood donation system in China since 1996 should be reflected in our results [38] .
In this study, we detected 1a strains in 4% of patients sampled. This frequency is higher than that we have recently reported on patients from various regions of China [13] [14] [15] [16] [17] [18] [19] , and this may represent a sampling variation. If not, it suggests a recent, increasing trend of 1a prevalence in the general population on Hainan Island. It is well known that 1a is the major genetic lineage of HCV in the US [39] . In contrast, it is rare in China [14] and in some other Asian countries [40] , although it has been frequently detected in Thailand [41] and even more so in the Philippines [42] . In the latter two countries, the majority 1a strains might have their origins in the US [31] . Unlike the 3b strains described above, Guangdong and Guangxi provinces could be the source regions of 1a isolates detected on Hainan Island, as suggested by the tree shown in Fig. 3 . However, the main transmission route responsible for their dissemination has yet to be discovered. Although no history of IDU was declared by any of the patients carrying these 1a strains, the phylogeographic tree indicated a strong similarity to those 1a strains characterized among IDUs from Guangxi province [28] . Analysis of the 1a sequences hitherto obtained in China showed that the majority segregated into cluster A, while within cluster A most were from IDUs in Guangxi province. These lines of evidence suggest a close association of 1a with IDU in China. Apparently, cluster A represents the 1a strains that began to circulate in Guangxi province and then spread to neighboring Guangdong and Hainan, with a few distributed to other regions. Such a wide range of dissemination must have been assisted by IDU network transmission, although we have no evidence to confirm this. Compared to cluster A, cluster C includes 1a strains that are almost entirely associated with IDUs, representing a more robust example of this mode of transmission. Overall, a variety of geographic origins are indicated, but only a single 1a strain was sampled in the northern part of China. This might be due to under-sampling of patients and the absence of a wide-ranging survey of HCV among IDUs in the regions. Given our results on migration trends, a more interesting question is raised: when was subtype 1a most likely introduced into China? By scaling branch length, we estimated a set of time points at which different 1a branches diverged in the tree. A time frame of 1999-2004 was indicated during which these 1a strains were probably transmitted into new hosts. Surprisingly, this time frame was much later than that we estimated for other HCV subtypes. Although we should bear in mind that the time frames of other HCV subtypes correspond to a period during which a procedural error occurred in an officially encouraged plasma campaign in China [17] , a delayed time frame for subtype 1a may indicate its unique epidemic history. A better interpretation was provided by a BSP, which estimated the rapid population growth of subtype 1a occurred during 1998~2005. Although followed by a gradual slowing, this growth continues to the present day. This pattern is remarkably different from those we estimated for 1b, 2a, 3a, 3b, and 6a [17] and may indicate a different history of the virus dissemination that is determined by the major transmission route, which we have suggested is through the IDU network. Further, the continued growth of 1a implies that 1a dissemination in China remains uncontrolled, although efforts have been made to improve the safety of blood transfusion in the country since 1996 [38] .
